Background: Autonomic nervous system activity has been shown to be altered in patients with vasospastic angina (VA). Heart rate recovery (HRR) is a simple, non-invasive measurement of autonomic nervous system dysfunction. We aimed to investigate whether HRR is related to VA, as established by an ergonovine test. Methods: A total of 976 consecutive patients (47.5% male, mean age 55 years) without significant coronary artery disease who underwent both an ergonovine provocation test and a treadmill exercise test were enrolled. The relationship between VA and HRR was evaluated.
Background
Coronary artery spasm, which is defined as transient occlusive or subocclusive vasoconstriction in large epicardial arteries, plays an important role in vasospastic angina (VA) . Although the precise mechanism of VA is not well defined, one of the major causes of VA has been reported to be endothelial dysfunction of the coronary artery, which is characterized by impaired nitric oxide release [1] . Another important factor may be altered autonomic nervous activity, as changes in autonomic tone are likely to contribute to epicardial spasm [2] . However, because stimulation of both the sympathetic and parasympathetic nervous systems can provoke coronary artery spasms [2] [3] [4] , the precise mechanisms by which spasms are triggered have not been elucidated.
Heart rate recovery (HRR) is a simple, non-invasive measurement of autonomic nervous system dysfunction, which is indicated by impaired parasympathetic reactivation [5] [6] [7] . The fast component seems to be mainly dictated by cardiac parasympathetic reactivation, while the slow phase of HRR may be determined by cardiac sympathetic withdrawal [8] . HRR after exercise is emerging as a new and important prognostic index [9, 10] , and an earlier study showed that a blunted HRR, which is defined as a decrease in heart rate (HR) of less than 12 beats/min from peak exercise to 1 min into recovery, is a powerful predictor of overall mortality [5, 11] . Although autonomic nervous system activity is thought to play an important role in the initiation of coronary spasm, it is unclear to what extent the spasm is associated with abnormal autonomic nervous activity. Moreover, the association between coronary artery spasm and autonomic function assessed by HRR has not been well studied. Therefore, the purpose of this study was to investigate whether HRR is related to VA, as established by an ergonovine test.
Methods
This cross-sectional, observational, single-center, cohort study included 1536 consecutive patients with stable angina, exclusively or predominantly induced by effort who underwent coronary angiogram with an ergonovine provocation test (EPT) and an exercise treadmill test from January 2007 to August 2015. The standard medications such as beta blockers, nitrate and calcium channer blockers were withheld during the exercise treadmill test and EPT. Patients were excluded from the study if any of the following criteria were met: any systemic disease, such as significant liver disease, neurologic disorders, or malignant disease, secondary hypertension, valvular heart disease, significant coronary stenosis (≥50%) on coronary angiogram, atrial fibrillation, history of heart failure, history of acute coronary syndrome, previous myocardial infarction, or previous revascularization procedure. Demographic characteristics recorded at the first visit included age, sex, height, weight, current medications, smoking history and alcohol consumption. Blood was drawn to measure total serum cholesterol, triglycerides, high-density lipoprotein (HDL) and low-density lipoprotein (LDL) cholesterol, blood glucose, creatinine, uric acid, and high sensitivity C-reactive protein (hs-CRP). Body mass index (BMI) was calculated as the ratio of dry weight in kilograms to the square of height in meters.
Exercise treadmill testing
On the same day as the echocardiographic examination, patients underwent symptom-limited exercise stress testing (GE CASE T2100; GE Medical Systems, Milwaukee, WI, USA) according to the protocol by Bruce et al. [12] Blood pressure (BP) was measured with an automated BP monitor (Suntech Tango; Suntech Medical, Morrisville, NC, USA) throughout the treadmill test using the same arm on which resting BP was measured. A 12-lead electrocardiograph was monitored continuously and was printed at a paper speed of 25 mm/s. HR and BP measurements were recorded at the end of each threeminute stage, at peak exercise, and at one-minute intervals throughout recovery. The participants continued to exercise until becoming fatigued or if HR exceeded 85% of the estimated maximum HR (220 bpm -age). Total exercise time was also recorded. Functional capacity was estimated in metabolic equivalents (METs) on the basis of treadmill speed and grade [13] . During the recovery phase, the subjects continued to walk for 60 s at a speed of 1.5 mph, and then sat down for 3 min with continued monitoring of BP, HR, and heart rhythm. The HRR value was defined as the decrease in HR from peak exercise to 1 min after the cessation of exercise. An abnormal HRR value was defined as a decrease of less than 12 beats/ min, in accordance with a previous study [11] .
Ergonovine test for provocation of coronary spasm
Patients with normal angiography or minimal luminal narrowing (<50% stenosis) underwent an ergonovine provocation test. The ergonovine provocation test was performed with intravenous injection of methylergometrine maleate. After performing a diagnostic coronary angiography, incremental doses of ergonovine were injected intravenously (50, 100, 200 μg) over 10 s [14] . Two minutes after each injection, coronary angiogram, electrocardiogram, blood pressure, and patient symptoms were assessed. A positive ergonovine test was defined as near total occlusion or localized spasm (≥90% diameter) of the epicardial coronary artery with signs of chest pain or ischemic ST changes according to the Guidelines for Diagnosis and Treatment of Patients with Vasospastic Angina [15, 16] . An intracoronary injection of isosorbide dinitrate was administered upon completion of the ergonovine test, regardless of whether a coronary spasm was confirmed. We continuously assessed the coronary angiogram and electrocardiogram for changes in vessel diameter and electrophysiology. No patients had histories of myocardial infarction, congestive heart failure, previous coronary stenting, or other serious diseases. We divided the study patients into a VA group, which included patients who showed definite coronary spasm on the ergonovine test, and a non-VA group, which included those who did not show typical vasoconstriction. We defined multi-vessel coronary artery spasm as spasm in two or three of the three major coronary arteries (right, left anterior descending, or left circumflex coronary artery).
Statistical analyses
Any significant differences between the with-and without-VA groups were tested using t-statistics for continuous data or chi-square statistics for categorical data. The association between VA and clinical and laboratory variables, including HRR, was investigated using logistic regression models. To prevent over-fitting and multicollinearity, variable selection was performed in a stepwise fashion. The calibration and discriminability of logistic regression models were validated by the HosmerLemeshow test and the C-index, respectively. Also, the goodness-of-fit and discriminability of four different logistic regression models were compared using likelihood ratio tests and Delong's tests. Model 1 includes conventional cardiovascular risk factors such as age, gender, and smoking status; Model 2 extends Model 1 to include maximum heart rate; Model 3 extends Model 2 to include blunted heart rate recovery. For all tests, the significance level was set to p ≤ 0.05. All statistical analyses were performed using R (http://www.r-project.org).
Results
Clinical characteristics of the study population (Table 1) A total of 30.7% (300/976) of patients were diagnosed with VA by the ergonovine provocation test. Baseline clinical and laboratory characteristics according to VA presence are shown in Table 1 . Compared to patients without VA (n = 676), those with VA (n = 300) were more likely to be male (41.1% vs. 62%, p < 0.001), current smokers (23.5% vs. 45%, p < 0.001), and alcohol drinkers (32% vs. 41.3%, p = 0.006). Furthermore, the VA group had a higher incidence of dyslipidemia (42.5% vs. 52%, p = 0.007) and trend of diabetes mellitus (11.6% vs. 16.3%, p = 0.052). Age, BMI, BP, HR, and the number of patients taking calcium antagonists were similar between the groups.
Comparisons of exercise stress testing according to presence of coronary spasm Table 2 shows the comparison of symptom-limited exercise stress testing according to VA presence. There were no significant differences in left ventricular ejection fraction, exercise time, or metabolic equivalents between the groups. However, HRR was significantly reduced in patients with VA compared to those without VA (24.6 ± 18.0 vs. 30.5 ± 22.2, p < 0.001). The proportion of blunted HRR was significantly higher in patients with VA than in those without VA (39.3% vs. 26.6%, p < 0.001). When we analyzed HRR according to the 27.9 ± 18.6, p = 0.61).
Prognostic value of blunted HRR and max HR
According to simple logistic regression analyses, marginally significant variables were age, gender, resting heart rate, smoking status, alcohol status, diabetes mellitus, dyslipidemia, nitrates, statin, max HR, blunted HRR, and HRR (Table 3) , which were included as covariates into a multivariable logistic regression model. (Table 3) . According to stepwise model selection, both max HR (adjusted OR = 0.99; 95% CI: 0.98-1.00; p = 0.005) and blunted HRR (adjusted OR = 1.71; 95% CI: 1.26-2.31; p = 0.001) were independent covariates significantly associated with VA after adjusting for conventional cardiovascular risk factors, including age, gender, and smoking status (Table 4) .
Incremental effects of blunted HRR and max HR
We evaluated the incremental effects of max HR and blunted HRR on VA by comparing three different CI confidence interval, HRR heart rate recovery logistic regression models (Table 4 ). According to comparisons among these models, blunted HRR together with max HR significantly improved the goodness-of-fit and discriminability of Model 1 (log-likelihood difference = 10.58; p < 0.001; C-index difference = 2.64%; p = 0.007; Fig. 1 ).
Discussion
To the best of our knowledge, this is the first study to investigate the association between coronary artery spasm and HRR using symptom-limited exercise testing in VA patients. Most importantly, we found that: 1) HRR was lower in VA patients than non-VA patients; 2) there was a significant association between extent of coronary spasm and HRR; and 3) blunted HRR was an independent predictor of VA presence. Our findings suggest a possible link between coronary spasm and autonomic dysregulation in VA patients. VA is an important cause of critical heart conditions such as acute myocardial infarction, fatal arrhythmia, and sudden cardiac death [17, 18] . Therefore, it is important to predict the risk of coronary artery spasm in the general population to reduce the incidence of associated complications. Modulation of the autonomic nervous system is thought to be a mechanism of VA. A previous study showed that a reduction in sympathetic activity followed by enhanced vagal activity may play a key role in triggering spontaneous coronary spasm, and that the secondary activation of sympathetic activity may worsen coronary spasms, resulting in an attack [3] . In addition, because coronary spasm can be induced by intracoronary injection of acetylcholine, the neurotransmitter of the parasympathetic nervous system, changes in the activity of the autonomic nervous system may be involved in the circadian variation of coronary spasm. Coronary spasm can also be induced by stimulation of alpha-adrenergic receptors. In this study, we showed that HRR was associated with coronary spasm, as established by the ergonovine test and HRR was significantly reduced in multiple coronary vessel spasm compared to the single coronary vessel spasm. In previous study, impaired circardian rhythm of autonomic nervous activity might be responsible for coronary spasm, especially multivessel spasm [4] . Our finding suggests that autonomic dysregulation assessed by HRR also have a proportional relationship with coronary artery spasm. The presence of blunted HRR was significantly associated with increased coronary vasospasm in VA patients who had not experienced an anginal attack. Generally, the increase in HR during exercise occurs as a result of combined sympathetic activation and parasympathetic withdrawal. In contrast, parasympathetic reactivation is the principal determinant of decreased HR during early recovery. This mechanism is independent of age and intensity of exercise [19] . Given the prognostic significance of diminished parasympathetic tone at rest, post-exercise HRR is a noninvasive method that can be used to assess Fig. 1 Comparison of areas under the curve (AUCs) of logistic regression models. On the receiving operator characteristic analysis, blunted HRR together with max HR significantly improved the goodness-of-fit and discriminability of Model 1 (log-likelihood difference = 10.58; p < 0.001; C-index difference = 2.64%; p = 0.007). Model 1: age + gender + current smoking; Model 3: Model 1 + max heart rate + blunted heart rate recovery parasympathetic activation [19, 20] . Thus, it can be inferred that parasympathetic "insufficiency" is implicated in the increased mortality risk for patients with abnormal HRR [9, 10, 19, 21] . Because HRR is simple to calculate from data obtained from standard exercise tests and because it does not require 24-h Holter monitoring or baro-reflex sensitivity testing, HRR may be valuable for assessing risk in routine clinical practice. Considering that vagal withdrawal may contribute to the mechanisms of spontaneous coronary vasospasm [2] , and that decreased parasympathetic activity with enhanced sympathetic activity at night was found to be involved in multi-vessel coronary spasm [4] , we propose a correlation between blunted HRR and severity of coronary spasm. Our results showed that HRR was lowest in patients with multi-vessel coronary spasms, and there was a significant correlation between HRR and spasm extent. These findings suggest that blunted parasympathetic tone might be the dominant feature of coronary spam. Moreover, blunted HRR was an independent predictor of a positive ergonovine test, which implicates a link between VA and autonomic dysregulation.
This study has several limitations. First, because we defined a positive ergonovine test as near total spasm or localized spasm that reproduces the patient's typical symptoms or is associated with ST segment shifts, our results are not applicable to clinically suspected VA patients with mild generalized vasoconstriction (<50% narrowing) of apparently normal coronary arteries. Although we tried to regard definite VA according to the guideline as VA and others as without-VA, there may be an error in the group with approximately 90% stenosis. So, dichotomous analysis rather than quantitative analysis may be a limitation of this study. Second, the cross-sectional study design eliminated our ability to determine causal relationships. Third, because this study was performed at a single tertiary care center, there were potentially biases with respect to patient referral and population sampling. Fourth, our patients were treated by various medications that may have had some effect on endothelial function. Fifth, a weak association between blunted HRR and coronary vasospasm indicates a need for a large prospective study. In addition, we induced the coronary vasospasm with ergonovin because acetylcholine is not available to use in Korea. Finally, because diabetic mellitus is a well-known disease combined with autonomic disturbance, and including them may be problematic. When we performed sensitivity analysis, the result was not changed. Despite these limitations, our study results indicate that HRR could be a valuable measure for evaluating VA.
Conclusion
In conclusion, we demonstrated that blunted HRR is significantly associated with increased coronary vasospasm.
These results support the need to re-evaluate the impact of autonomic dysregulation of endothelial activity of VA patients. However, longitudinal studies with a large sample population will be needed to determine the pathophysiologic and prognostic implications of coronary vasospasm.
